Activation of Gq-protein 
Colony-lift filter assays were also performed using MATCHMAKER Two-Hybrid System 3, based on the β-galactosidase (β-GAL) activities.
More information is described in Supplementary Methods online.
Antibodies
Custom-ordered affinity-purified rabbit anti-Snapin antibody was prepared by MBL, Nagoya, Japan, raised against the synthetic peptide corresponding to residues 117-136 of 
PC12 cells and transfection
Rat pheochromocytoma-derived PC12 cells
were transfected with α lA -AR tagged with FLAG at its N-terminus and/or Snapin subcloned into each multiple cloning site of pIRES vector (Clontech), by electroporation using Nucleofector (Amaxa biosystems, Koeln, Germany). The α lA -AR density of stably transfected PC12 cell lines was determined by a saturation binding assay (18) . Cell lines of α lA -AR-, Snapin-α lA -AR-, Snapinand mock-PC12 were selected by G-418 (0.5 mg/ml). To estimate the abundance of Snapin distributed at the plasma membrane or in the intracellular region, we developed a morphometric analysis approach employing confocal images of 8 bit depth in resolution that were taken under the identical conditions (including the laser power, gain and offset of the photomultiplier detector, and the duration and amount of antibodies applied). These images were analyzed by our custom-made software, as reported previously (19) . More than 20 lines across a cell trajectory in a confocal image were randomly drawn, and pixel intensity units (range in our system: 0 to 255 arbitrary Pixel Units) vs. the distance from the origin of the line was plotted (see Figure   3C ). The plasma membrane location was identified as the region where the intensity of two consecutive pixels was higher by 2 standard deviations from the average intensity measured in the same direction just prior to the cell margin. (-) buffer]. Accumulation of inositol phosphates was assayed as reported previously (20) .
Confocal Laser Scanning Microscopy

RNAi of snapin
To knockdown Snapin, three hairpin siRNAs for Snapin were designed and subcloned into 
Statistical Analyses
Data are expressed as the mean ± SEM.
Statistical differences of data were evaluated by ANOVA followed by Dunnett's post-hoc multiple comparison tests, and considered to be significant at p < 0.05. 
Results
Identification
2+
As is well accepted, the tonic sustained increase in intracellular Ca 2+ levels can be attributed to the influx of Ca 2+ through SOC/ROC channels (2) . As shown in Figure 4C and D, the tonic sustained phase of elevated intracellular Ca 
Interaction of Snapin with TRPC6
Because Snapin could augment Ca 2+ entry ostensibly via ROC channels, we wondered if However, in the work we report here, the entry Before α 1A -AR activation, Snapin is shown to be pre-coupled to the α 1A -AR, but many of TRPC6 channels are not inserted into the plasma membrane and do not serve as a Ca 2+ entry pathway (left).
Upon α 1A -AR activation, the α 1A -AR and Snapin dimer forming a tripartite complex with TRPC6 is shown to facilitate the insertion of TRPC6 into the plasma membrane. Ca 2+ influx then ensues via the TRPC6 channels recruited to the plasma membrane (right).
